ABSTRACT
INTRODUCTION

Fungi of the genus
Actually, MLST has been purposed as the standardized method for strain typing of C. neoformans isolates (17, 21) . On the other hand, the RAPD has been one of the most used for typing different microorganisms, such as Candida albicans (3, 22) .
These markers have been applied in detecting polymorphisms, identification and isolation of specific DNA fragments, and have application in genomic analysis of a wide variety of species, with a relatively low cost (27) . However, a good typability and accuracy of the method is desirable, so it is important to choose primers that allow a high discriminatory power of the isolates.
The purposes of the present study were to determine the discriminatory potential of the RAPD primers, to analyze the molecular profile of three species of Cryptococcus by RAPD-PCR, and to discuss their possible usefulness in epidemiological studies. 
MATERIALS AND METHODS
Microorganisms
Genomic DNA extraction and RAPD-PCR
Genomic DNA was extracted as described by Bolano et al. (7), with some modifications (19) and stored at -20°C. The reactions were performed using the primers described in Table   1 Reproducibility was assessed by PCR-amplification on two different occasions. 
The Jaccard coefficient (S j ) was used to calculate the 
RESULTS
RAPD patterns for isolates in this study have been translated into the dendrograms (Figures 1 to 3 ).
C. laurentii complex isolates had the greatest genetic diversity. Identical patterns (S j = 1.00) were found only with primer CAV1 in a few isolates; three isolates (CRL01, CRL02
and CRL12) constituted one cluster and two isolates (CRL10 and CRL11) another one. All isolates were separated from each other by some other primers, that separated all isolates with similarities ranging from 0.00 to 0.800. The primer OPB11
showed that CRL09 is not related with any other isolates. and RAPD-PCR has been used in studies of human pathogenic fungi as well as those causing diseases in animals and plants (1, 28) . Molecular studies of microorganisms contribute to the epidemiological studies and are also useful in the relationship between molecular profile and phenotypic characteristics (12) .
In this study, we observed high genetic variability among isolates of C. laurentii complex with all the primers used, as demonstrated in previous studies (19, 23, 25) . The greatest differences among isolates of C. laurentii complex (minor S j )
were observed with the primers CAV2, ZAP19, OPB11 and SEQ6. That heterogeneity is probably caused by different species and subspecies that constitute the C. laurentii complex, which can only be identified by more specific methods, such as rDNA sequencing (D1/D2 and/or ITS regions).
In clinical or medical laboratory, especially in Brazil, the laboratories are able to identify the C. laurentii complex, but not the accurate specie or subspecie. In this line, the use of molecular methods such as RAPD-PCR associated with the phenotypic tests can help identify the species or subspecies of the microorganisms and also their typing.
C. albidus is another specie that is reported as a species complex. In some isolates have been observed a high genetic heterogeneity, revealed by different molecular methods (1, 19, 24) . However, in this study we demonstrated that most isolates had high similarity or were identicals (Figure 2 ). Among the primer used, we observed that CAV2 did not amplify any bands. Despite the small number of C. albidus isolates studied, the CAV2 primer seems inappropriate and ZAP20, OPB11 and SEQ6 were the primers that formed more clusters and are most promising for use in studies envolving C. albidus. In conclusion, we observed that the use of limited number of carefully selected primers allowed the discrimination of different isolates, and not every primers (e.g., CAV2 for C.
albidus) can be applied to any species. Future studies involving Primers for RAPD-PCR from Cryptococcus C. laurentii complex will be required to detail the identification at the level of the species or subspecies, for example, by comparison with a validated method such as rDNA sequencing (D1/D2 domain or ITS). More studies, however, are necessary to determine the effectiveness of this tool and primers studied here and other in clinical isolates, as well as in veterinary and environmental isolates.
